T HROMBOSPONDIN (TSP)
is 
MATERIALS AND

METHODS
Monoclonal antibody production and isolation.
TSP was punfled by a modification of the method of Lawler and co-workers."3' In brief, fresh human platelets (25 U) were stimulated with thrombin at 3 U/mL.
A releasate fraction was obtained by centnifugation, and this fraction was applied to a hepanin-Sepharose column. TSP was eluted, and this fraction and the nonbinding fraction were pooled and rechromatographed on hepanin-Sepharose, using the same protocol. The second 0.45 mol/L of NaCl eluate containing TSP was pooled and frozen at -70 #{176}C. The typical yield of TSP was 1 mg from each unit of platelets.
TSP1-1 was produced using standard protocols. In brief, Balb/c mice were immunized with 25 og of TSP followed by a second boost of 25 zg injected 2 weeks later. On the fourth and fifth day prior to fusion, the animals were given 40 og of TSP intravenously (IV). Spleen cells from these mice were fused with the myeloma cell line P3X63Ag8.653 at a spleen-myeloma cell ratio of 5:1. TSP antibodyproducing hybrids were detected with solid-phase radioimmunometnc assay as described,33 coating microwells with 2.5 ug/mL of TSP. The positive clones were subcloned by limiting dilution, retested in the solid-phase radioimmunometnic assay, and recloned. The selected TSP1-l clone was injected into pnistane-pnimed mice, and ascites fluid was harvested during a 2-week period. was added to human TSP to a final concentration of 0.5 U/mL with TSP at 1 mg/mL.
The data shown in this study was obtained with a 3-hour digest at 37 #{176}C. The sample was added to an equal volume of Laemmli sample buffer3' containing 2% 2-mercaptoethanol and was boiled. These samples were then subjected to PAGE in the buffer system of Laemmli, #{176}using a 10% resolving gel with a 3.3% stacking gel. After electrophoresis, the protein was transferred from the gel to nitrocellulose for I hour at a constant current of 275 mA.4' Nonspecific binding to the nitrocellulose was reduced by incubation with a phosphate buffer containing casein4' for 1 hour at 22 #{176}C. TSP 1-1 ascites fluid, at a dilution of 1 :250 in the casein-blocking buffer, was added to the nitrocellulose and incubated for 2 hours. The nitrocellulose sheets were then washed three times, each time for 10 minutes with the same buffer. Immunochemically purified '25I-radiolabeled anti-mouse IgG diluted in the phosphate-casein buffer (0.5 j.og/mL) was added to the washed nitrocellulose sheets. Following a 2-hour incubation at 22 #{176}C, three 10-minute washes with the blocking buffer were performed; last, the sheets were washed with PBS. The bound radiolabeled anti-mouse IgG was detected by autoradiography of the dried sheets; mol wts were estimated from the mobilities of mol wt standard proteins applied to the gel. 
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